The uncoupling occurs through expression of uncoupling protein 1 (Ucp1), a brown 60 7 dehydrated, embedded in paraffin, and sectioned to 4 m thickness. Endogenous 152 peroxidase was blocked using 0.3% H 2 O 2 in methanol for 20 min at room temperature. 153
The sections were washed with PBS, and treated using blocking solution (Histofine 154 SAB-PO(R); Nichirei Biosciences, Tokyo, Japan) for 10 min at room temperature. After 155 washing with PBS, the sections were incubated with the anti-Ucp1 antibody (diluted 156 1:400) overnight at 4°C. The sections were then washed with PBS and incubated with a 157 biotinylated goat anti-rabbit secondary antibody (Histofine SAB-PO(R)) for 10 min at 158 room temperature. After washing with PBS, the sections were incubated with 159 peroxidase-conjugated streptavidin for 5 min at room temperature. After washing with 160 PBS, the DAB substrate kit (Nichirei Biosciences) was applied to the sections for 2 min 161 at room temperature, followed by counterstaining with hematoxylin. The sections were 162 then dehydrated and mounted. The experiments were repeated at least three times, and 163 the positive staining was reproducibly detected. 164 165
RNA isolation, conventional RT-PCR and quantitative RT-PCR 166
Total RNA isolation and cDNA synthesis were conducted as described by Yamada and 167
Nakanishi [48] . The cDNA, reverse-transcribed from 10 ng of total RNA, was used as a 168 template for conventional RT-PCR or quantitative RT-PCR (qRT-PCR). The 169 oligonucleotide primers for conventional RT-PCR and qRT-PCR are presented in Table  170 of an Ex-Taq HS DNA polymerase (TaKaRa, Kyoto, Japan were generally higher in the concentrate diet group than in the roughage diet group. 223
Specifically, expression levels of Dio2 (P = 0.03), Cox1 (P = 0.007) and Cox8b (P = 224 0.009) were significantly higher in the concentrate diet group (Fig. 4) . However, 225 expression levels of the brown adipocyte-selective genes were comparable between the 226 groups in the mesenteric WAT. 
